. Representative full-length Western blots. Supplemental Figure S1 . Representative full-length Western blots. The western analysis panels shown in all Figures (except Figure 4) were cropped from full-length blots, of which representatives are shown here. Membranes (derived from 3-5 mg root or 5 mg shoot) were prepared by the MCF protocol and analysed by western blotting for the indicated marker proteins. For TIP1;1 and PIP2;1, specific bands corresponding to dimers, trimers and tetramers (2x, 3x, 4x respectively) are the expected SDS-stable oligomeric forms of these proteins [34]. Molecular mass markers (M, kDa) and non-specific bands (*) are indicated. Positions of markers are only approximate as the panels are derived from different gels.
. In (D), unequal amounts of starting material (1 mg for soluble, 6 mg for membrane) were loaded to enable better analysis of the difference in apparent mass between soluble and membrane-bound forms of GFP, i.e. to avoid potential artifacts caused by unequal total protein loading as the soluble fraction contains 8-to 9-fold more total protein (see Figure S3 ). Western blot analysis for the ER luminal protein BiP in membrane and soluble fractions. Membranes were prepared using the MCF protocol. The 21,000g pellet (Membrane) and supernatant (Soluble) fractions were analysed using anti-BiP. All lanes contain proteins derived from 2 mg seedlings (A) or 5 mg root (B). Quantification is expressed as percentage of the combined signals. Results in (B) were not quantified as these particular blots were not recorded on a lumi-imager. Molecular mass markers are indicated (M, kDa). Supplementary Table S1 . A selection of published protocols for membrane isolation from plant material.
Published protocols for membrane isolation from plant material were collated from the literature. The table summarises the procedures used (Protocol) to collect the membrane type(s) of interest (Main target membrane), and whether the authors used the term "microsomal" to describe their membrane preparation. Protocols are listed in order of ascending pre-clearance RCF. Note that many older references (published prior to 2000) have been included in the table; this is due to a tendency in more recent publications to not describe methods in full detail, but rather to refer to the older publications listed below. 475-483. Misawa, H., Tsumuraya, Y., Kaneko, Y. and Hashimoto, Y. (1996) b Single analysis refers to samples that do not need to be compared to other samples. In such cases, choose a volume of EB that is practical to work with.
Reference

Main target membrane
c Comparison between samples refers to samples that need to be compared with other samples, e.g. for quantitative differences between samples collected at various time-points in an experiment. In such cases, EB volumes should be proportionate and based on sample wet weight.
d For root tissue, at least 1.5 µl per mg wet weight material should be used to avoid a viscous homogenate. If this occurs, more 1×EB should be added.
e The suggested stock concentrations and volumes have been formulated to account for the high water content of shoot material. Users should empirically estimate the water content of their own material and adjust the volumes and EB stock accordingly to give ~1×EB in the crude homogenate. However, for very small amounts of material extracted with large volumes of EB, the water content of the tissue can be ignored (e.g. extract 20 mg material with 100 µl 1×EB).
